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| INTRODUC TI ON
Lung cancer is a common malignant tumor. According to the Chronic Disease Monitoring Report of the Zhejiang Province (2017), the incidence rate of lung cancer was 80.51/100 000, and 84.72/100 000 in the city, and 78.16/100 000 in the countryside, as well as 99.37/100 000 among males, and 61.33/100 000 among females. 1 Lung cancer is ranked as the first cause of cancer-related death in the Zhejiang Province. A total of 26 788 deaths were reported in 2017, and the reported mortality rate was 55.65/100 000. The reported mortality rates in the city and the countryside were 52.04/100 000 and 58.03/100 000, respectively. The mortality of lung cancer increases with age; the mortality rate among the elderly (>65 years) reached 299.2/100 000. 1 These alarming incidence rate and mortality of lung cancer statistics may due to the lack of effective early diagnostic methods of lung cancer. Currently, surgical resection is the main effective therapy for lung cancer. However, most lung cancer patients have lost the chances for surgery for quite of them are not diagnosed until at metastatic or even advanced stages. 2 Therefore, it is crucial to explore potential molecular targets for early detection or intervention/treatment of lung cancer, thereby reducing the mortality of lung cancer.
MicroRNA (miRNA) is a widespread class of non-coding small RNA, and its mature state is a kind of single-chain small molecule RNA with a length of about 19-23 nucleotides. Mature miRNA mainly inhibits the translation of target mRNA by the complementary base pairing of 3-untranslated region (UTR), 5-UTR and the coding region of target mRNA, which regulates the expression of target genes at the post-transcriptional level. The study of bioinformatics has shown that single miRNA molecules can bind to hundreds of target mRNAs with different functions and play regulatory roles in almost all mammalian pathological and physiological activities, such as individual development, tissue differentiation, cell apoptosis, and energy metabolism and are closely associated with the occurrence and development of diseases. In recent years, some studies reported that serum/plasma miRNA expression profile could effectively distinguish between cancer patients and healthy individuals and might be related to the development of lung cancer [3] [4] [5] or might have potential clinical value in the early diagnosis, prognostic, and therapeutic of lung cancer. [6] [7] [8] [9] [10] However, the functions of miRNA remain unclear. Therefore, we used a miRNA chip screening system for lung cancer, and then, real-time fluorescent quantitative PCR (RT-PCR) verification method to investigate the difference of plasma miRNA expression profile between lung cancer patients and healthy controls to predict target genes and to analyze the signal pathways, and to explore the relationship between miRNA and the genesis and the development of lung cancer.
| SUBJEC TS AND ME THODS

| Subjects
A total of 145 lung adenocarcinoma patients were recruited from various county-level hospitals in the Zhejiang Province, diagnosed with first primary lung cancer (confirmed by histopathology), Most of the stages for the lung cancer cases are either T1 or T2. Not all the stages for the lung cancer cases are available, although we made great efforts to collect. The reason might be that some patients' histology and stages were diagnosed in hospitals of other provinces like Shanghai, but treated at their local hospitals without diagnostic materials in medical records.
Patients did not receive any surgery, chemotherapy, or radiotherapy before fasting venous blood collection. Healthy individuals (without any kind of cancer, frequency matched with cases by age [±5 years] and gender) for chronic disease screening were recruited from the community during the same period and fasting venous blood were collected. Participants were asked about their smoking status. Those who responded as abstained smoking means they smoked but abstained for more than 1 year.
Occasionally smoking was defined as those who occasionally smokes but does not meet the frequently smoking standard.
Frequently smoking was defined as smoking every day for more than 1 year. People who did not smoke were defined as never smokers.
For microarray chip screening, we first randomly selected three patients, who were frequency matched with three randomly selected healthy individuals from the community during the same period (matched with age [±5 years] and gender). The six blood samples of the three patients and three healthy individuals were used first for microarray chip screening of differentially expressed miRNAs, then for validation by RT-PCR. The information on the three cases and three controls is as follows: (a) all three cases were diagnosed as having adenocarcinoma of the lung; (b) in the three patients and three healthy individuals, the male/female rations are both 2/1, and the ages are 61 ± 12 and 62 ± 10 years for cases and controls, respectively; (c) one lung cancer patients were smoker matched with one smoking healthy control, the other 4 participants are all never smokers. The differences in the age and gender between the two groups were not significant.
In the second stage, all the blood samples of the 145 lung adenocarcinoma patients' and frequency-matched 55 healthy individuals' were used for a larger sample validation of differentially expressed miRNAs by RT-PCR. The age, gender distribution, family history of lung cancer and smoking status of participants are shown in Table 1 , and no significant differences were observed between the two groups. 
| Experimental procedures
| RNA extraction and quality control
| RNA labeling and microarray chip hybridization
RNA labeling and microarray chip hybridization were performed according to the method and instructions provided by Exiqon (Exiqon A/S Skelstedet 162950).
| Microarray chip scanning
Microarray chip scanning was performed by using Axon GenePix 4000B microarray chip scanner (Molecular Devices) according to the manufacturer's instructions.
| Real-time fluorescent quantitative PCR verification (RT-PCR)
The cDNA synthesis of both target miRNA and reference miRNA (hsa-miR-93-5p) was performed after quality inspection and used for RT-PCR, respectively. The volume of reaction was 10 µL. The detection of target miRNA and reference hsa-miR-93-5p was performed according to the following procedure: 95°C for 10 minutes; then, 40 cycles of each (95°C for 10 seconds, 60°C for 60 seconds [fluorescence collection]).
The melting curve of RT-PCR products was established according to the following procedure: 95°C for 10 seconds, 60°C for 60 seconds, and 95°C for 15 seconds after amplification. Then slowly heated from 60 to 99°C (Ramp Rate was automatically set to 0.05°C/s by the instrument).
The expression of target miRNA was corrected with reference miRNA. The volume of 2 µL was used for each sample for RT-PCR.
The hsa-miR-93-5p (the expression level is constant among different samples) was used as a reference. The sequences of related primers are shown in Table 2 .
| Target gene prediction
Target gene prediction was performed by using the information of three database tools including miRbase, miRanda, and TargetScan.
TopGO analysis was performed for the target genes.
| The methods for data analysis
All data were analyzed using SPSS 13.0 software. The continuous variables were presented as the means ± SD. The univariate logistic regression analysis was performed to assess associations with gender, age, family history of lung cancer and smoking (multi-categorical variables transformed into dummy variables) between the cases and controls, and group variable (cases = 1, controls = 0) was used as the dependent variable (sls = 0.1, sle = 0.05).
| Analysis of miRNA expression profiling
The microarray chip scanning image was read by using GenePix Pro 6.0 (Molecular Devices), and the signal value of the probes was extracted. The Exiqon miRCURY LNA™ microRNA microarray chip contains 3100 probes, covering all human, mouse, and rat microRNA annotated by miRbase 18.0 and also the viral microRNA related to these species.
Each probe has four repeats on the microarray chip, retaining the probes with value ≥30.0 in all samples and calculating the median value. All of the probes with the signal value ≥30 were screened for median value standardization among the microarray chips to obtain the standardized data, and the differentially expressed probes were screened. Standardization can minimize the system error among microarray chips so that different microarray chips are comparable. Fold change and P-value were used in this experiment for miRNAs selection with Fold Change ≥2.0, P-value ≤ .05.
| Results analysis of the RT-PCR for verification
The results of the RT-PCR for verification were analyzed by using 2 − ΔΔCT method. Lung cancer cases group 2 −ΔΔCT /Healthy control group 2 −ΔΔCT > 1 was considered as upregulation. Lung cancer cases group 2 −ΔΔCT /Healthy control group 2 −ΔΔCT < 1 was considered as downregulation. P ≤ .05 was considered as significant. TA B L E 1 General information of the study subjects for verification by using fluorescent quantitative PCR in large sample
| Target gene prediction and signaling pathway analysis
| Target gene prediction
Target gene prediction was performed by using the information of three databases including miRbase, miRanda, and TargetScan. The overlapping part of the predictive results derived from the three databases was defined as the final prediction results. The association strength of the Overlap number >3 and Overlap-coefficient >0.5
was used as the default screening index.
| Gene ontology (GO) analysis
The GO project provides a controlled vocabulary to describe gene and gene product attributes in any organism. 11 The ontology covers three domains: Biological Process (BP), Cellular Component (CC), and Molecular Function (MF). Fisher's exact test is used to find if there is more overlap between the DE list and the GO annotation list than would be expected by chance. The P-value denotes the significance of GO terms enrichment in the DE genes. The lower the P-value, the more significant the GO Term (to our above described 12 miRNAs, P-value ≤ .01 was selected). 
R:5′CAGTGCGTGTCGTGGAGT3′
Note: GSP is the specific primer corresponding to miRNA; R is the primer that matched with RT primer. The fold change of lung cancer case group vs healthy control group >1 was considered as upregulation, and <1 was considered as downregulation. *Indicates P ≤ .05 (significant).
| Signaling pathway analysis
Pathway analysis is a functional analysis of mapping genes to Kyoto Encyclopedia of Genes and Genomes (KEGG) pathways. The P-value was calculated by the Fisher Exact Test that denotes the significance of the pathway correlated to the conditions. Lower the P-value, more significant is the pathway. P < .05 was used in our study as the threshold to obtain the high-frequency annotation, signaling transduction, and disease-related pathway of the gene set. miRNA_GO_Network map was drawn by using gene sets correlation analysis from the miRNA and BP enrichment analysis in GO. 
| RE SULTS
| Preliminary screening of miRNA Array chip
| RT-PCR verification
According to the microarray chip screening results and literature reports, 12 miRNAs (Table 2) were then selected for the verification by using RT-PCR.
The results of the RT-PCR verification showed that among the chosen 12 miRNAs, 5 of 8 significantly upregulated miRNAs showed significant difference between the lung cancer group and the healthy control group (P < .05, all of them were upregulated); 2 of 4 significantly downregulated miRNAs showed significant difference between the two groups (P < .05, both of them kept downregulated)
( Table 2 ). The amplification and melting curves (not shown in paper)
showed that the RT-PCR reaction had good amplification efficiency and specificity.
| Target gene prediction
The overlapping part of the predictive results derived from three databases including miRbase, miRanda, and TargetScan were selected, which showed a total of eight miRNAs in the overlapping part of predictive results derived from the three databases. The eight miR-NAs and the number of their predictive target genes were as follows:
hsa-miR-125a-5p with 102 target genes, hsa-miR-135a-5p with 91 target genes, hsa-miR-138-5p with 45 target genes, hsa-miR-192-5p with 22 target genes, hsa-miR-34c-5p with 64 target genes, hsa-miR-450b-5p with 67 target genes, hsa-miR-502-5p with 27 target genes, and hsa-miR-542-3p with 35 target genes, for a total of 453 target genes (Figure not shown) . GO and signaling pathway enrichment analysis of the predictive 453 target genes were performed.
| GO analysis and GO cluster enrichment analysis of predictive target genes
The GO analysis showed a large amount of functional overlapping among the 453 predicted target genes. In addition, they were en- 
| Enrichment analysis of signaling transduction pathway
Pathway enrichment analysis based on KEGG was performed on the predictive target genes set through DAVID database and the signaling pathways with P < .05 were selected (Figure 1) . The results showed a large amount of overlapping among the signaling trans- (Table 4 ).
| Validation by RT-PCR
According to the screening results by microarray, the RT-PCR veri- Multiple comparisons might lead to false positives. We conducted multistage of validations among large samples of cases and controls in order to reduce potential multiple comparison false-positive issues. We have attempted using a 2-stage approach.
In the discovery stage, we identified 338 differentially expressed microRNAs, but only 12 microRNAs were identified in the further PCR confirmation. We were not able to adjust for multiple compar- 
| D ISCUSS I ON
Studies have shown that miRNAs are abnormally expressed in a variety of tumors such as lung cancer, 5-7,10,12 breast cancer, 13 and liver cancer. 14 More than 50% of the miRNA genes have been located in tumor-related genomic regions or fragile sites. 15 The miRNAs can act not only as tumor suppressor genes to downregulate the activity oncogenes but also to downregulate the activity of tumor suppressor genes. miRNAs can also affect the development and progression of tumors by intervening cell cycle, apoptosis, angiogenesis, and metastasis. 9, 16, 17 So far, only a very few of the miRNAs and their regulating target genes had been identified, and the functions of most miRNAs were still unclear. Further studies are needed on the functions of miRNAs to search for new miRNAs to accurately predict their target genes and correctly understand the interactions of miRNA and its target genes.
To date, the total number of miRNAs that was included in the latest version of miRbase22.1 database 11 had exceeded 38 000 precursor sequences, and a total of mature miR and miR* products of Previous studies showed that miRNA family is an important part of the gene expression regulatory network and might be involved in the regulation of multiple signaling pathways. [19] [20] [21] The determination of miRNA target gene was the key to study the biological function of miRNA, and the functional analysis of target gene was helpful to understand the functional mechanism of miRNA. Bioinformatics prediction showed that miRNAs could regulate more than 30% of protein-coding genes. 22 An individual miRNA could act on a number of target genes to regulate biological processes, while multiple miR-NAs could also regulate some of the target genes. Through the analysis, 12 differentially expressed miRNAs that we selected participated in the regulation of 37 281 predicted target genes and functioned in a variety of physiological processes. Further analysis showed that PathwayID Definition TA B L E 4 The Enrichment analysis of signaling transduction pathway the 12 miRNAs had 453 overlapped predicted target genes; through the analysis of target genes, we found that the collection functions of target genes were also highly coincident suggesting that the reg- of TLRs could trigger NF-κB pathway, leading to an increase in the expressions of IL-6 and TNF-α in immune cells and increasing the potential for tumor growth and metastasis, 24 which was consistent with the results of this study, suggesting that hsa-miR-29a was involved in the pathological process of lung cancer. Although the relationship between hsa-miR-4491 and lung cancer has not been reported, our study suggested that it might play an important role in the pathogenesis of lung cancer. According to another report, miR-542-3p was located in Xq26.3 and was downregulated in non-small-cell lung cancer and breast cancer. It could directly target survival protein or angiopoietin-2, respectively, resulting in growth arrest and angiogenesis inhibition. miR-542-3p acts as a tumor suppressor gene, 25, 26 which is inconsistent with the high expression of miR-542-3p in lung cancer cases in this study. Zhang Hongyan et al 27 investigated miR-135a expression and clinical pathology of lung cancer and found that miR-135a was closely related to the clinical stage and pathological grade of lung cancer. The serum miR-135a level was downregulated in non-small-cell lung carcinoma (NSCLC) patients and was associated with poor prognosis. It can be used as a biomarker for NSCLC prognosis. 28 Zhou's findings indicated that miR-135a promotes cell apoptosis and inhibits cell proliferation, migration, invasion, and tumor angiogenesis by targeting IGF-1 gene through the IGF-1/PI3K/Akt signaling pathway in NSCLC, 29 and MiR-135a inhibits migration and invasion and regulates EMT-related marker genes by targeting KLF8 in lung cancer cells, 30 which is consistent with our study, while Zhang's study showed that MiR-135a overexpression promoted viability, migration, and invasion, but inhibited apoptosis of NCI-H1650 and NCI-H1975 cells. 31 Our subsequent cell biology experiments supported our results that the overexpression of mir-135a-5p could inhibit the invasion of adenocarcinoma cells, and the overexpression of mir-542-3p could promote the proliferation of adenocarcinoma cells (data not shown). Taken together, the results suggest that there are divergences in the expression and function of various miRNAs in lung cancer, which might be due to that the upregulation or downregulation of miRNA mainly dependent on the types of tissue and the target proteins of miRNA. We cannot simply define a specific miRNA as a tumor suppressor gene or an oncogene. In one cell system, it may be an oncogene, while in another it may be a tumor suppressor gene. And these areas need further studies.
In summary, we screened the miRNA expression profile which was closely related to lung cancer by using miRNA microarray and bioinformatics approaches. In addition, target prediction showed that lung cancer-related miRNA targets were very extensive, involving the genes including oncogenes, tumor suppressor genes, signal transduction genes, and cell cycle regulation related genes, which would provide a new experimental basis and ideas for the further research on the effect of miRNA on the occurrence and development of lung cancer in future. 
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